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5 =1 v>^-7^p-/u^^[aM«>x^^' y 



mA'\^m^m<D^mmmmx^^^T7i^yy^-^-r-'m (ad) m(omm. 

^*^^§l$®-'t-i;#;t6>tt"CV>S(N Engl J Med 2003 ; 348: 1356) « AD-C*I4, 1 

laJglKiiMS-efcST^a^ KMP^iS'V/^tJ^K (APP) i>K 

a-kiS^wj?— h (lipid rafts: :^7^:^=ri!gSCi:=»^^7^'=' 

-^l-^iS^^Ufc^NBaSI^O? n K^-f V) (J Clia Invest. 2002;110:597-603) 1^ 

^^tt©!tv^A^42)is^^c^t^u■rW^^lla^^m^1-i»'^^^*^^^^= — 

^W-k::^!j!^^ (presenilin) *S=.;&-^ h ^ (nicastrin) , APH-l. Penr2iv- 

— ^OS'14^Ct^:^^#^^^^^*^^t=^.eV^t ^tl-CVNS (Biochem Soc Transact 200 
2; 30:525-529) . =x U :^ u /VUmM (J Lipid Res. 1999;40:781-96) 

VN5il^(Neurobiol Dis. 2002;9: 11-23) i: l^^iS^i3i>^o fc t V^ 5 (Biochemis 
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try 2003; 42: 13977- 86)dS$,S„ 

(Arch Neurol 2000;57:1439-1433) , X. HMG-CoA5i7t^^Pl«^Jttin vitro, 
in vivo{c*3tt5AP-<^f^K<O^^S:®T$-B:fci:(D3fem*-e>. HMG-CoAJItc^^ 
pa*^*SADtfel^^cWBi:^S^^fF;^5t^M$tt•CV^S (WO 02/062824. WO 01/096 
31U WO 01/32161, WO 00/28981. WD 99/48488. US 6.472.421. US 6.440.387. U 

s 6.080.778) „ ^fihcD^ff-mmm-r^i-i. MG-cokm7cm^m^m-i>^APP(Dzfn 

ch Neurol. 2003;60:1541-4). A D?N?&^m bT. mfe. -^A^t-^WfTt^tfC 
V^;5(Adv Drug Deliv Rev. 2002:54:1579-88). bJi-L, y -fejJr Vi?— ^ftAP P 
Notch. ErbB4. CD44. LRTfj: H ^^WiV. SiftO^V^i^fiiUf^ffi Sr^mf 
5^ (FASEB J 2003;17:79-81) . ^ -fe W -i^Pl W^M^W^^i" ^ 5 * < 
ig^-t?V^/J^V^„ ^(D-:^X\^. ^ --fe ^ U ^ ^if P1«3^J {i g B^3S^ m^^^^fit 
OfBSfiSJi&O^B&f&^^iil^-^'^^^'l^^^^^^'^'''^ (WO 03/029293) . 7" 

#J;6SA^42©m&&#^fi^t-P-a^l->Notoh©^ilfSrRa«U=^JiV>::i:;SS^^$ti-CV> 
5 (J Biol Chem 2003;278:30748-30754. 18664-18670), 
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^i-a-^^<7>?i^fife=SrPfi*-r5^fe. J; v)|^IIBlU*/ii®7 7 h±{J:*5tt5 I' -^^ ^>?- 
-€ O S ^ -a- <0 Jf^ ^ ^ Pfl W i" S :^ ft « «t t" 5 1> ® ifo ^ . 

^s-r 5 K ^ ^ y - ^ > i^-^ ^ ^^^"^ ^ ^ ^ ° 

«r,^i-„ ill OAti^:*;^ l^y >'iCOV^-COt.OT'fo«9 , Bf4P S 1 CTF^COV^ 
Tto^iOTfe?). CfiPS 2CTF^COV^-C<Ot>OT'fc9. D«PEN-2{COVn 
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£ifl!l©ifgEWl«=i^^^'=''-''^<^* s/mW =SrS^b, 

^ 3 fi. HMG-coAigTc^^RaM^aa^'^^BSJ^^®'^'^ ^-^ ^^^^ 
-r. BiaoAtt^;^;;^ h y :/^cov^-C(^to-t?fe5 s b«p s i ct f ^cov^-c<o 

h<DX^h^. C«PS2CTFiroV>X<^%<7:>T'fet)/D(i7n^y l^^ov^ 

«)^^^nvm2 5 0;zM©m'^Sr3^U, %W iORtPm) \t^>^<i^fy 

If >?/^;^^'f^>' (pJ/^u V^2 5 0 MM:S:t^fc°i5'/<:^<5'^:/5 mM) om^^^f^ 

m.^^mM-f^mn-^^'O . HMG-CoA'^i^^^ia.«^J(Proc Natl AcadSci USA. 19 
87; 84 -.7488-92). HMG-CoA5S7cMPfiW^J. ^' T V>":/^^-^Pl«^i^ 

AMPKISfe-fb^KBiochemical Society Transactions.l997;25-S676). S.t;^t'^*^ 



4 



7 'J l^^^^mmmmM (Biochem Biophys Res Co 

mmun I999;264:i08-lll)'te i'^SS^tf ^HSo Vlti>t^X. ;^5IP^<Z>=« V^f^ n - 
^v-a-^Pl^^Ji: l-t:tt> HMG-CoA-8-^l^^ia#i^i. HMG-CoA3g5ES^^M^J. 

fti*:6<j{Cf4, 'm7L\t. P/^^^9=-:^ ('fk^ifi : ( + ) - (1 S, 3R, 7 S, 8 S, 

8aR) -1, 2. 3. 7. 8, 8 a ^iMiKa-3. 7 - ^^V- 8 - [ 2 

- [ (2R. 4R) -7^h7tKn-4-t Kn^^^-6-:*-^y-2H-f7:^ 
-2-'l'/v] ^^yu] (S) -2-P«^^i':/^l^-H (*S#ft^ 

04; 2 3 1, 9 3 8^#m) ) ; 

'^l^^<^^^l^ Ub¥^ : ( + ) - (1 S, 3R. 7 S, 8S, 8 a R) - 1 . 

2. 3. 7, 8. 8 a Kn-3. 7->:^p«^^V-8- [2- [ (2R. 

4R) -f^ h7t Kn-4-fc Ko^iX-6-:r=Sry-2H-t'7>'-2— Y/V] 

2. 2-e^^^/»':J^^'/^- ^ <^®^«^^4. 4 4 4, 

7 8 4-§-#fiS) ) ; 

(-(t^^: ( + ) - (3R, 5R) -3. 5- t Kn 5^- 7 
-[(lS.2S,6S,8S,8aR)-6-t Fp d^^X- 2 - ^ ^/V- 8 - [ ( S ) 

-2-^5^^W^9^y^l'*=^'>] -1. 2. 6, 7. 8, 8a Kp-1 - 

(^®^^^4, 3 4 6, 2 2 7-§-#fiS)) ; 
y?Vy<:^f'^ly (^b^* : (3RS. 5SR. 6E) - 7- [3 - (4-7/1-;^ 
P7=.ri/u) -1- {i-^^;\.a^^J\-) -IH—f VK-^V-2--f>'V] -3, 
KP^tr^—e— T?'^:/®^ (*®#fF'^5, 3 5 4, 7 7 2##Hg)) ; 
T h/W<;=;:?g-V at^^ : (3R. 5 R) - 7 - C 2 - ( 4 - 77W*P 7 * 
^l,) _ 5 _^ y^a If/V- 3 - :7*zi/W- 4 - "7 * --'V^^W^^'C /W- 1 a 
^U-l-^^U] -3, s-i^t KP^i>'--y^'>'^ (^|eHii#ff^5, 2 7 3. 9 9 

•fey^^^^'^:^ : (3R, 5 S) -J^y^'.P- (E) - 7- [4- (4 
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_ a 7 * - 2 . 6 - y ^ n .V- S - ^ h ^ ^° y ^ 

_3_^,i.] -3, 5-i?t Kn^v'-e— :^7^>'^ (5l^S#fFi55. 17 7. 

0 8 0 ^0m) ) ; 

Ub^^t ( + ) - (IS. 3R, 7S, 8S. SaR) -1. 2.^ 
3.7.8. 8 a--^i^t: Fn-7-;>*^/V-8- [2- C (2R. 4 R) 

Ka-4-t KP=3^£^-6-;4-^y-2H-b'7V-2-^^v] ^^/H " 

1_^7^,V (S) -2-^^^V3^^^-H (^l^®^*'^^^' 933' 

^R?,) ) ; 

i^t^^: 7- [4- ( 4 - 7/^;^-^ 7 3c = /V) 

- (3R. 5S) KP:^'^- (E) -6— :/v^Vi^(*SW^5. 2 6 0. 

4 4 0-§-. B/|s:@#^^2. 6 4 8. 8 9 7 ^^M) ) ; 

f^.x^>.>5^5=-^ ( (3R. 5S. 6E) -7- [ 2 - n tVu- 4 - (4 
. _:7,v:^-n7..^^v) -3-^^ y /v] - 3 . ^ 6 — 

(>^S#fF^5. 8 5 6. 3 3 6^. B s^^S'^fF^ 2 . 5 6 9. 7 4 6 ^#^J ) 

n > 1S«£»J . m^J . n :/SJ^ J: 2- M P S # X «^rs ^ ^M^J . ^ ^ 1^ i^M^J . 



x\-i:m<om^^i^f^^^^^^^^^^ .^"^^^^ ^^^^^ ^^^^^ 

^nm. ^mn. ^^m. mmm. m^. ^mm. ^^m^^mxit 

||lp2- 6 4 0 6^. B7^m<^^m2. 7 7 4. 0 3 7 WO 9 7 / 2 3 2 0 0 

m'^mAcom^. m^m^^-^^ (i) -c-^snse^^^i: ux. -bo. o i 

-lOOOmg. #IC0. 1-1.0 Omgt:. 1 lHlXt*miHll::^lt-C0PK^3?:«*S 
;v)yy^^-^-m (AD) ;5:if©^IS5 • 



tj:J;5r.tiJ:J;t)tT9Ci:dST'§5o r^c^Pjro^KTJ^fett. :7 hi^c^3 



. ^.-fi^f p^,^^. r>n 10/17/2004 



;g> M =^ =t i- S S * ^ S: ^ ^ y - = ^ ^ ^ ^ ^ » 



9 -fRf b Pfi^ ^ ^ s <o -e ft ''.e V ^. 

1 : mj&<om^ 

SH-SY5Yiill!a (Invitrogen) (lO*^' VJI& J^JiiL^ (Sigma) . 100 ua 

its/mL^^i^V>'iSi:mOO mg/mL^M-^h-^-^'>^«^^iPDMEM (Sigma) ) T'3 

2 : detergent insoluble membrane domain (raf t) OUSS 

SH-SY5YM^15 cm@7^^5.V=.^C^taU.->'7^'V^^C^^o;fc^><Z>^COV^-C 

5j^fm'b'l'-^oitmVtcmm^200^h(DZ% CHAPSOt complete protease mixture 
(Roche) ^^tfbuffer R (20 mM Tris-HCI pH 7.6. 150 mM NaCK ImM EDTA)lC®. 

sucrose:&-^t^buffer R^M^. ^1^mi,^^S% sucrose. 0.4% CHAPSO fc 5 0: M^l 

$ 6.tc;e<Oj.tC3mL<^35« sucroseSr^tf 

buffer R%S*3t. J^ltri .1<DB% sucrose^^tf buff er R=Sr1|tofco -^>y^-^:^® 
3i.6S§{Cj:9SW55P--i?--C100.000g (32.000 rpm)-C'. 4"Cn?16^F^^^.^^. ±S|J 
i 9 500/iL-f-o45-Sibfc. 
3 : SDS-PAGEi: ^ A / x ^ ^ ^ 



8 



Uraati-G2U ?En-2^mmir ?>^W t \.Xauti-?m3. f lotiUin-l^^m 
•rsm#:ibTFlotillin-l (BD sciences)^ ,u:^^^iyy^^^mir ?>^W t 
5!7/V;^^V>' (BD biosciences) ^fflV^^/to 

^ST?lNFffl. *fc»4'CT?*|;^K;S$*:fc^. TBS-tween (20 H.M Tris-buffere 
d saline. pH7. 4. 0. 05% T.een 20) 2 lB!35feJ^=l:^Tofc« O^.^HRP^^MSt^ 5^ 

S-tweenX'Sfe^tUfc, $ l;iSupersignal west dura (pierce) X^t^m^^^> X 
PBS-eiiteit^. ^ 0 ^ P W y >- (Sigma) ^Mf^mmi>^ 0 ~ 2 mM S 

g _ ^ ^ J. ^ ^ ^ _ ^ ^ V. ^-^ Pfi^-^ ^ ^ ^ ^ 

^J£'^J2 HMG-CoA5l7£P^m^3^mStcJ;5 (0 3. E 4 #R?>) 
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T^ PBSt?aE}^Lfc. DMEMfc5% LPDS. 250m M<Op« /^a ^'^^JP^, ^hiC=iUy^ 

m'M:9y h^mic^tij^'z>x:to<o yy ^«ii^3:^sfct^.Tv^s^s, 3i^/-?^^v;RTJf 
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J ».„ I leo-r/^ fa^™ ,ka ipw imaae Database on 12/17/2004 



;i.^^mmmmm. AUPKmrnm. Rxfyr^i^^-i^^^^'^ y i^m^mmm^Rmm 
,v^^mmmmm. Kuvm^mm. wyr^i^^'y^^^ y i^m^^mnumn 
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1 2. 3 i'P^7'ti-^U'g-^ii.§^;js, MG-coA^^mmmmM.'mG-coAm7cmm^&. 

^ o 

1 7. =1 ^';^•7^P-/^0•^^Ka#Stt:^^^ HMG-CoA-^^^^OPi^fg-l^, HMG-CoA 

18. =« w^v^o-->v©'a-^ia*fgtt;as, HMG-coAji7c^^<z>iasfi&ttt?s>5ii* 

^ 1 5 f;::|Bm©:^^' y 

2 0.7--^^ 1^^— lf®Sffi:l-g-(4^©J^);K=&pi^-r'5f^^^|g!j;£1~5w i:;i^6>J^j: 

2) .HMG-coA-g-^i&^pji§^j,HMG-coA3i7cii^Ras^j. T.^T v^^^wm^'mn. 

6. HMG-CoA3g5c^^PfiMSr;^^ y -si^jZ-tS;^!^. 

12 



. .u„ pew imaoe Database on 12/17/2004 



13 



m ii 



A Nicastiin 

2 3 4 5 6 7 8 9 10 

OmM 
1 mM 
2mM 



B PS1 CTF 

MBCD, 1 2 3 4 S 6 7 8 9 10 
0 mM 



1 mM 



2mM 



C PS2CTF 

MBCD ^ 2 3 4 5 6 7 8 9 10 . 



0 mM 

1 mM 
2mM 




D PEN-2 

MttCO 1 2 34567 8 9 10 




E Fiotillin-1 

MBCD^I 2 3 4 5 6 7 8 9 10 
0 mM 



1 mM 



2mM 



DMEM +0-2 mM MBCD, 
37°C, SOmin incubation 



BEST AVAftABLE 



m2] 



E 

3. 

2 

a 

o 

£ 



10.0 
9.0 
8.0 
7.0 
6.0 
5.0 
4.0 
3.0 
2.0 
1.0 
0.0 





\ 4- 




\ n V 




V\ /: 


/ 










As. ° — ^ ^ 




^^^^ A ^rf<^^*I* 




■ • ■ — ' — • — ' 



1.2 

1.0 

0.8 

0.6 

0.4 

0.2 

0.0 



4 5 6 

Fraction 



7 8 9 10 



E 

E 
c 

% 



: 
; 



0 mM MaCD 

1 mM MiaCD 

2 mM MfiCD 
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BEST AVAlLWStE COPY 



[@3] 



A NIcastrin 



123456 789 10 



Control 


1^ # r« ^ 


* * * L-1 


Compaetin 






Pitavastafin | 


. *« k 


^# ♦ •» 1- ^fif ^ 


B PS1 CTF 


12 3 4 


5 6 7 8 9 10 


Control 






Compaetin 




PItavastatin 







C PS2CTF 

Control 
Compaetin 



1 2 3 4 5 6 7 8 9 10 



PItavastatin • , .« • " vl' 



D Flotillin-1 



1 2 3 4 5 6 7 8 9 10 



Control 



Compaetin | m^^^ ""^ 
PItavastatin mm ^ ^ ^ 



BEST AVAILABLE COPY 



, , ■ ■ 1 i •■ ■ 0.0 

3456789 10 
Fraction 

Control (5% LPDS, 250 (iM Mevalonate) 

Compactin (5% LPDS, 280 |iM Mevalonate. 50 iiM Compactin) 

Pitavastatin (6% LPDS, 250 pM Mevalonate, 5 pM PMavastatin) 



BEST AVAILABLE 



